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[57] ABSTRACT 

Interscience, pp. 

A high surface area system is provided With latex particles 
for immobilization of substances containing nucleophilic 
groups. The high surface area system is formed by aggre 
gating the latex particles or by bonding the latex particles to 
a porous support of high surface area. The latex particles 
contain groups such as oxirane groups that react With the 
nucleophilic groups. The substances containing nucleophilic 
groups may be enzymes or proteins such as albumin, 
immunoglobulins, blood-clotting factors, cell-membrane 
proteins or peptide hormones. The high surface area system 
may be used as a sorbent in removing pollutants, as a 
stationary phase in organic synthesis such as peptide 
synthesis, and in the therapeutic treatment of a patient. 

32 Claims, No Drawings 
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HIGH SURFACE AREA SUPPORT HAVING 
BOUND LATEX PARTICLES CONTAINING 
OXIRANE GROUPS FOR IMMOBILIZATION 

OF SUBSTANCES 

This is a continuation of Ser. No. 07/898,230, Jun. 12, 
1992, abandoned, Which is a continuation of Ser. No. 
07/744,666, Aug. 9, 1991, abandoned, Which is a continu 
ation of Ser. No. 07/477,116, Feb. 7, 1990, abandoned, 
Which is a continuation of Ser. No. 07/364,483, Jun. 8, 1989, 
abandoned, Which is a continuation of Ser. No. 07/244,625, 
Sep. 12, 1988, abandoned, Which is a continuation of Ser. 
No. 07/119,297, Nov. 6, 1987, abandoned, Which is a 
continuation of Ser. No. 07/004,209, Jan. 5, 1987, 
abandoned, Which is a continuation of Ser. No. 06/837,336, 
Feb. 28, 1986, abandoned, Which is a continuation of Ser. 
No. 06/402,635, Jul. 28, 1982, abandoned. 

BACKGROUND OF THE INVENTION 

1. Field of the Invention 

The invention relates to high-surface-area systems adapt 
able to the immobilization thereon of substrates containing 
nucleophilic groups, and more particularly to systems adapt 
able to the immobiliZation of biologically relevant sub 
stances and functional units. 

2. Description of the Art 
A “biologically relevant” material is one capable of 

interacting primarily With biological systems and is itself 
preferably of biological origin. 

Both in pure research and in biotechnology, the immobi 
liZation of biomacromolecules on support or carrier mol 
ecules is among the subjects Which have been receiving the 
closest attention. 

So far as the immobiliZation of enZymes in particular is 
concerned, the immobiliZation techniques Which have been 
proposed or are being employed may be classed as folloWs: 

(1) Covalent bonding to a solid support or carrier phase; 
(2) Covalent bonding to soluble polymers; 
(3) Physical adsorption to a solid support or carrier phase; 
(4) Crosslinking at solid surfaces; 
(5) Crosslinking With difunctional reagents; 
(6) Inclusion in a gel phase; and 
(7) Encapsulation. 

[See R. D. Falb in “Enzyme Engineering”, Vol. II, Ed. E. K. 
Pye and L. B. Wingard, Plenum Press, 1974; US. Pat. No. 
3,650,900; Melrose, Rev. Pure and Appl. Chem. 21, 83—119 
(1971).] 

The technique named under (1) above, covalent bonding 
to a solid support phase, has so far received the Widest 
attention. 

HoWever, it is apparent from the pertinent literature that 
the manifold tasks Which it Was hoped could be performed 
through immobiliZation of biomacromolecules, such as the 
puri?cation, separation, and binding of enZymes, the immo 
biliZation of microorganisms, af?nity chromatography, 
immune reactions, tasks in clinical diagnostics, etc., cannot 
be carried out by a single technique. Even Where solutions 
tailored to speci?c problems are available, as, for example, 
in the immobiliZation of speci?c enZymes on speci?c 
supports, translation from the laboratory scale to the tech 
nical scale often poses obstacles Which are dif?cult to 
overcome. 

For this reason, many attempts have been made to ?nd 
solutions Which better satisfy technical requirements. 
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2 
Published Japanese patent application 77 143 281 

describes the immobiliZation of enZymes or microbes by a 
method in Which a ?lm is produced on a glass plate from an 
aqueous polymer dispersion and an enZyme. The product is 
used in the form of a foil, Which optionally may be com 
minuted. 

These prior art solutions are afflicted with serious draW 
backs. As a rule, the surface concentration of the immobi 
liZed biologically active substances is too loW. Also, the 
reactive surfaces cannot be enlarged at Will by comminution 
of the polymeric supports since small particles tend to be 
unstable and frequently do not lend themselves to practical 
use. While it is knoWn (see above) to bind macromolecular 
compounds to supports by adsorption, the use of such 
combinations is limited since the compounds can be readily 
eluted. 

Published unexamined German patent application DE-OS 
21 12 740 describes a continuous-?oW reactor Which has a 
macroporous reaction core having a polymeric surface com 
prising adsorption-promoting nitrile, acid amide or ureide 
groups. 

After the enZymes have been physically adsorbed on the 
solid support phase, crosslinking is effected by means of a 
dialdehyde, for example. 
From published unexamined German patent application 

DE-OS 22 60 184, a method is knoWn for the preparation of 
macromolecular compounds immobiliZed on a carrier. In the 
method, a macromolecular compound A is ?rst reacted With 
a compound B having at least one functional group capable 
of coupling With the macromolecular compound A and at 
least one further functional group capable of polymeriZing. 
Then a molecular-sieve material of a degree of crosslinking 
Which excludes the macromolecular compoundAis added in 
the unsWollen state and the polymeriZable group of the 
coupling product AB is polymeriZed in the molecular-sieve 
material, optionally together With further monomers. 

SUMMARY OF THE INVENTION 

It has noW been found that high-surface-area systems With 
reactive units adaptable to the binding of substrates contain 
ing nucleophilic groups represent particularly advantageous 
solutions to the aforementioned problems of the art if the 
reactive units for the binding of the substrates containing 
nucleophilic groups are components of a polymer latex, the 
particles of Which are aggregated to form a high-surface 
area system and/or are bonded to a high-surface-area support 
material. 

It has further been found that polymer latices in accor 
dance With the claims are particularly Well suited for the 
covalent immobiliZation of biologically relevant substances 
and functional units, as earlier de?ned. 

DETAILED DESCRIPTION OF THE 
INVENTION 

Polymer Latex 
In the synthesis of the polymer latices in accordance With 

the present invention, their intended use in the preparation of 
reactive high-surface-area systems is a decisive in?uence. 
The polymer in the latex may therefore be of varying 
composition, depending on Whether it is to be used to 
produce a thin reactive ?lm on a high-surface-area system, 
or Whether the total surface area of the system formed is to 
be substantially increased in relation to the surface of the 
support material by a loosely agglomerated particle struc 
ture. When it is desired to produce a thin reactive ?lm on the 
support material, the latex may be applied to the support at 
a temperature higher than the minimum ?lm-forming tem 
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perature of the polymer in the latex (MFT, as de?ned in DIN 
53787). On the other hand, if the surface area of the support 
material is to be increased further using the latex, small 
polymer particles ranging in siZe from 0.03 to 3 microns, for 
example, Which are intrinsically rigid and do not form ?lms 
under the conditions of use, Will be advantageous. If desired, 
the non-?lm-forming latex particles may be bound to one 
another and to the support by the addition of minor amounts, 
preferably up to 30 Weight percent, of latex particles of a 
?lm-forming polymer. 
Substrates 

The high-surface area systems in accordance With the 
present invention are generally suited for the immobiliZation 
of substrates comprising nucleophilic groups. They are 
particularly Well suited for the immobiliZation of function 
ally and/or morphologically de?ned biologically relevant 
units or substances, particularly those Which are biologically 
active. 

The biologically relevant substances and functional units, 
Which as a rule are capable of interacting With biological 
systems, are preferably of biological origin and may option 
ally have been modi?ed from the native form. 

Macromolecules, and in particular proteins, here are of 
primary importance. 
Reactive Units/Nucleophilic Groups 

The substances or structures Which are capable of inter 
acting With biological systems generally comprise groups 
capable of coupling Which are capable of reacting and 
forming a covalent bond With the reactive units of the 
polymer latices. The groups usually are nucleophilic groups. 
Preferably reactive units (functional groups) are used Which 
Will react in aqueous solution With stronger nucleophiles 
than Water and Which, in the physiologically appropriate pH 
range, that is to say, in the range from 5.0 to 9.0, and more 
particularly from 6.5 to 8.0, are not attacked by Water or, if 
so, then only to a minor extent. In selecting the functional 
groups, it should be borne in mind that the material to be 
immobiliZed, and in particular material of biological origin, 
generally comprises a free amino group as the nucleophilic 
group, possibly in addition to phenolic, hydroxyl, or thiol 
groups. Quite generally, the polymer latices in accordance 
With the invention can be prepared from vinyl compounds 
susceptible of free-radical polymeriZation, and preferably 
comprise monomers Which are derivatives of acrylic and/or 
methacrylic acid, styrene, and/or vinyl esters, and in par 
ticular vinyl acetate. 

The structure of the polymer latex in accordance With the 
invention in its reactive form can thus be represented in 
highly schematiZed form as folloWs: 

Wherein Z represents the polymeriZed form of a polymer 
iZable group Z‘, originally present in a polymeriZable mono 
mer of the type Z‘-(R)n—X, A and B are further monomer 
components, and Y is a crosslinking unit, all as described 
more in detail hereinafter. X represents the functional groups 
for covalent bonding, preferably functional groups Which 
satisfy the conditions described earlier. R represents a spacer 
betWeen the functional and the polymeriZable units; siZe and 
type of the spacer are relatively uncritical. Typical examples 
of such spacers are alkylene groups from C1 to C20, and 
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4 
preferably from C2 to C12, Wherein carbon atoms may 
optionally be substituted by ether bridges, as Well as other 
units Which originally, that is to say, prior to incorporation 
into the molecule, contain difunctional groups. These units 
can be linked into the polymer by amide, ester, ether, 
thioether, urea, urethane, sulfonamide and similar groups 
both at the “polymer end” and at the “functional end” 
thereof. Generally the spacer Will bring about a separation of 
the functional groups X from the polymer main chain 
ranging from 0.5 to 4 nanometers. In a number of examples, 
the group R may be completely absent, in other Words, n 
may have a value of 0 or 1. 

As a rule, X signi?es a group susceptible to attack by the 
nucleophiles in question, that is to say, an activated group, 
and preferably a sulfonic acid halide or thioisocyanate 
group, an activated ester group, or a thiocarbonyldioxy, 
carbonylimidoyldioxy, haloethoxy, haloacetoxy, oxirane, 
aZiridine, formyl, keto, acryloyl, or anhydride group. 

Suitable sulfonic acid halides are the chlorides and bro 
mides. Suitable haloacetoxy components are the ?uoro, 
chloro and bromo compounds. Suitable ester components of 
activated esters are those of hydroxylamine compounds such 
as N-hydroxysuccinimide or N-hydroxyphthalimide; those 
of phenols activated by electron-attracting groups, such as 
nitrophenols or halogen derivatives of phenol, like trichlo 
rophenol; or those of heterocyclic lactams such as pyridone. 

Oxirane, keto, formyl, sulfochloride and thioisocyanate 
groups and activated carboxylic acid esters as Well as 
carboxylic acid anhydrides are particularly preferred. 

In the aforementioned monomers of the type Z‘-(R)n—X, 
Z‘ represents a unit susceptible of free-radical 
polymerization, and n is 0 or 1. 

Such units susceptible of free-radical polymeriZation 
include vinyl and vinylidene groups, for example, Wherein 
Z‘ has the meaning 

O 

H 

Wherein R1 is hydrogen or methyl, or is 

2, R2 signifying alkyl having from 1 to 4 carbon atoms. 
Moreover, Z‘ may be derived from maleic acid: 

Units Which are reactive and at the same time polymer 
iZable further include maleic acid anhydride and itaconic 
acid anhydride as Well as acrolein, methacrolein, methylvi 
nyl ketone, and activated vinyl esters. Particularly preferred 
are derivatives of acrylic or methacrylic acid and of maleic 
imide as Well as maleic and itaconic anhydride. 

The examples Which folloW Will serve to elucidate the 
Z‘-R—X formula scheme: 
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(polymeriZable activated ester With a spacer) 

(Glycidyl acrylate) 

CH2:CCH3—CO—O—CH2—CH2—O—C—CH2—Cl 

O 

[2-(chloroacetoXy)-ethyl methacrylate] 

(2,4,5-trichlorophenyl methacrylate) R=0 

(2-bromoethyl methacrylate) 

(allyl glycidyl ether) 

CH2: C(CH3)COOCHZCHOHCHZO(CH2)4OCH2CI{—}CH2 
O 

(condensation product of methacrylic acid and 1,4 
butanedioldiglycidyl ether) 

CH2:CH—COO—CH2—CH2—O—CSNH—(CH2)6—N:C:S 

(condensation product of acrylic acid-2-hydroXyethyl ester 
With 1,6-heXanediisothiocyanate) 

CH2:CH—O—CO—CH2—Cl 

(chloroacetic acid vinyl ester) 

CH-CO 

(4-maleimido-butyric acid-pentachlorophenyl ester) 

[(4-methylsulfonylphenyl)methacrylate] 
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(propargyl acrylate) 
The other units Which enter into the composition of the 

polymer latices (A and B in the diagrammatic 
representation) are, by de?nition, units Which Will impart 
required properties to the latex, in other Words, 
hydrophilicity, if indicated, and appropriate hardness. A 
guide for the desired hardness in the anhydrous state might 
be TMm=—60° C. to 200° C., and more particularly —20° C. 
to 140° C. (in conformity With DIN 53445). On the other 
hand, the monomers entering into the composition of the 
polymer lateX should preferably contain no strongly nucleo 
philic groups, such as —NH2 or —SH. 

Moreover, the components of the polymer lateX may be 
crosslinked. Such crosslinking is symboliZed by Y. 
The hardness and other relevant properties of the poly 

mers are knoWn from the corresponding properties of the 
individual monomers, as is the contribution of these prop 
erties by monomers to the properties of copolymers. [See 
US. Pat. No. 2,795,564; H. Rauch-Puntigam & T. Volker in 
“Acryl- und Methacrylverbindungen” (“Acrylic and Meth 
acrylic Compounds”), Springer-Verlag, Berlin, 1967, pp. 
303—304; and T. G. Fox, Bull. Am. Phys. Soc. 1, 123 
(1956).] 

In keeping With the diagrammatic representation, the 
components Which are primarily responsible for the 
nonhydrophobic, i.e. hydrophilic, character of the polymer 
lateX Will be designated B, While further components Whose 
selection must be based mainly on the hardness desired in 
the resulting overall polymer Will be designated A. In other 
Words, in keeping With the differentiation made, the mono 
mers of type A are nonhydrophilic, i.e. hydrophobic. 
The subscript p for the monomeric component B in the 

schematic formula given above indicates that the monomer 
A, Which is to be used mainly to impart appropriate hardness 
to the overall polymer, must be coordinated With component 
B With respect to its amount. The value of p can therefore 
range from Zero to a value that corresponds to a proportion 
of B of the overall polymer of 95 Weight percent, and 
preferably of from 0 to 60 Weight percent. The conditions 
speci?ed for the polymer lateX to be used in accordance With 
the invention are satis?ed by copolymers of the methacrylate 
and/or acrylate type. Their qualitative and quantitative pro 
portion must be such that they can be aggregated or bound 
to a carrier to form a system of high surface area. 

Suitable nonhydrophobic or hydrophilic components B 
are, for eXample, optionally substituted methacrylamides 
and acrylamides of the general formula 

Wherein R1 is hydrogen or methyl and R3 and R4 are, 
independently of each other, hydrogen or alkyl having from 
1 to 4 carbon atoms. In other Words, these compounds are 
unsubstituted amides as Well as amides formed With primary 
and secondary amines, and include compounds Wherein R3 
and R4, together With the nitrogen atom, form an optionally 
alkyl-substituted ring Which may contain one or more addi 
tional heteroatoms, in particular atoms of nitrogen or oXy 
gen. Included are, in particular, acrylamide and 
methacrylamide, N-methyl-(or -isopropyl- or -butyl-) 
-acrylamide and methacrylamide, N,N-dimethylacrylamide 
and the corresponding methacrylamide, as Well as acrylic 
acid or methacrylic acid morpholide (a special case in Which 
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the nitrogen is part of a ring through R3 and R4), and 
N-vinyl-2-pyrrolidone. 

In addition, acrylate- or methacrylate-type monomers 
containing hydroxyl groups, and in particular hydroxyl 
group-containing esters or amides of acrylic and methacrylic 
acid, as Well as alkoxyalkyl esters and/or amides of acrylic 
and methacrylic acid, are suitable as hydrophilic monomers 
of type B, for example, compounds represented by the 
general formula 

Wherein R‘1 is hydrogen or methyl, R‘2 is hydrogen or an 
alkyl group having from 1 to 4 carbon atoms, Q is oxygen 
or a —NR“2—group Wherein R“2 represents hydrogen or an 
alkyl group having from 1 to 4 carbon atoms, n is an integer 
from 1 to 3, and preferably 2, and m is an integer from 1 to 
25, a condition being that When Q stands for oxygen, n must 
not be equal to 1. Speci?cally included are hydroxyethyl 
acrylate and methacrylate, 2-hydroxyethyl-acrylamide and 
-methacrylamide, 2-hydroxypropyl-acrylamide and 
-methacrylamide, and monoesters of acrylic and methacrylic 
acid With glycerol and other polyhydric alcohols. 

The type B monomer further includes sulfoethyl-acrylates 
and -methacrylates as Well as sulfoethyl-acrylamides and 
-methacrylamides. PolymeriZable acids such as acrylic acid 
and methacrylic acid, itaconic acid and maleic acid, and 
polymeriZable tertiary amines such as 2-N,N 
dimethylaminoethyl-acrylamide or -methacrylamide and 
2-N,N-dimethylaminoethyl-acrylic acid and -methacrylic 
acid esters, and 3-N,N-dimethylaminopropyl-acrylamide or 
methacrylamide and the corresponding acrylic acid or meth 
acrylic acid esters are also suitable for incorporation as 
hydrophilic groups in the latex particles. To avoid imparting 
a net electrical charge to the latex particles, these acidic or 
basic groups should alWays be present simultaneously in a 
particle (e.g. methacrylic acid and 2-N,N 
dimethylaminoethyl methacrylate), so that the particles are 
substantially electrically neutral. 

Suitable type A monomers are monomers Which are not 
soluble or are only sparingly soluble in Water. The qualita 
tive and quantitative proportion thereof must be such that the 
hardness criterion speci?ed supra for the resulting polymer 
is satis?ed. The monomers include: 

(a) Esters of acrylic and/or methacrylic acid With C1 to 
C20 alcohols, and in particular the methyl, ethyl, 
propyl, and butyl esters of methacrylic acid, as Well as 
the methyl, ethyl, propyl, butyl, and 2-ethylhexyl esters 
of acrylic acid; and 

(b) copolymeriZable monomers of the vinyl ester type, 
and in particular vinyl acetate, vinyl propionate, vinyl 
butyrate and vinyl isobutyrate. 

Since component A is coordinated With the other 
components, the proportion Which A represents of the over 
all polymer can vary Widely and may, for example, range 
from 0 to 99 Weight percent, and preferably from 20 to 99 
Weight percent, based on the overall polymer. 

In addition to the monomeric components described 
above, the polymer latices in accordance With the invention 
may contain crosslinking monomers. (Y in the diagrammatic 
representation.) The index m may be 0 or 1; in other Words, 
the crosslinking agent may be absent. 

The term “crosslinking monomers” here means What it 
usually does, namely monomers Which, for example, contain 
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8 
tWo or more reactive double bonds in the molecule, such as 
dihydric or polyhydric alcohols esteri?ed With acrylic acid 
or, preferably, methacrylic acid, as Well as allyl compounds 
such as allyl methacrylate, triallyl cyanurate, etc. 

For example, ethylene glycol dimethacrylate, 1,4 
butanediol dimethacrylate, triglycol dimethacrylate, and tri 
methylolpropane trimethacrylate are included. 
The proportion of crosslinking agent, if any, Will depend 

on the hydrophilicity of the overall polymer. With increasing 
hydrophilicity of the latex particles, an increasing proportion 
of crosslinking agent Will be advantageous. It Will generally 
range from 0 to 50 Weight percent, and preferably from 0.2 
to 15 Weight percent, based on the overall polymer. 
The proportion Which the functional monomers represent 

of the overall polymer may vary Widely, depending on the 
particular monomers actually used. For example, While the 
covalent binding of the substrate having nucleophilic groups 
thereon requires at least 0.1% of the Z‘-R—X monomer, the 
maximum content of this monomer depends markedly on the 
monomer used. When the reactive monomer itself possesses 
some hydrophilicity or hydrolyZes in some measure to a 

hydrophilic compound under the conditions of preparation 
of the polymer dispersions, the proportion of this Z‘-R—X 
monomer may be as high as 99.9 Weight percent. (In the case 
of glycidyl methacrylate, for example, the remaining 0.1% 
Will be a crosslinking agent such as 1,4-butanediol 
dimethacrylate.) 

0.1 Weight percent, based on the overall polymer, may 
thus be regarded as a guide for the loWer limit, and 99.9 
Weight percent as a guide for the upper limit, the preferred 
range being 1 to 50 Weight percent. 
Preparation of polymer latices 
The latex dispersions may be prepared by the knoWn rules 

of emulsion polymerization, for example, as described in 
German published unexamined patent applications DE-OS 
18 04 159, DE-OS 19 10 488, and DE-OS 19 10 532, the 
desired siZe of the latex particles being determined by the 
emulsi?er concentration at the start of polymeriZation. In 
general, the emulsi?er concentration at the start of the 
emulsion polymeriZation Will be betWeen 0.005 and 0.5 
Weight percent, based on the total polymer batch. The latex 
particles should range in siZe from 0.03 to 6 microns, and 
preferably from 0.03 to 1 micron. Suitable emulsi?ers are 
the knoWn anionic and nonionic emulsi?ers, for example, 
sulfates, and sulfonates, phosphates, and phosphonates of 
fatty alcohols; alkali-metal salts of long-chain fatty acids; 
long-chain sarcosides; hydroxyethylated fatty alcohols; sub 
stituted phenols Which may be partially sulfonated; and 
other emulsi?ers used in emulsion polymeriZation. 
[Houben-Weyl, Methoden der Organischen Chemie 
(“Methods of Organic Chemistry”), Vol. XIV/I, pp. 
133—560, G. Thieme-Verlag, 1961.] 
So far as cationic surfactants are concerned, only those 

derived from tertiary or quaternary ammonium salts are 
recommended. Emulsi?ers Which can be incorporated into 
the polymer during polymeriZation may also be used. 
The initiators, too, may be those conventionally used in 

emulsion polymeriZation. (See J. Brandrup & E. H. 
Immergut, Polymer Handbook, 2nd Ed., J. Wiley & Sons; H. 
Rauch-Puntigam & Th. Volker: “Acryl- und 
Methacrylverbindungen”, Springer-Verlag, 1967.) Among 
these are peroxides, hydroperoxides, peracids, and am 
compounds, for example, potassium persulfate, hydrogen 
peroxide, etc. 
As a rule, the concentration of the initiators Will be in the 

usual range, for example, 0.01 to 1.0 Weight percent, based 
on the monomers. 
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The solids content of the dispersions may range from 10 
to 60 Weight percent, depending on the siZe and hydrophi 
licity of the particles. 

The synthesis of the latex particles must be carried out 
under conditions Which are suf?ciently mild so that the 
functional groups contributed by the Z‘-R—X monomers 
remain largely intact; only then is the subsequent covalent 
binding of molecules With =NH, —SH and —COOH 
groups possible. 

It should be noted that preservation of the functional 
groups from the Z‘-R—X monomers (Which groups are 
susceptible to nucleophilic attack) in or on the surface the 
latex particles Will be the more dif?cult the more hydrophilic 
the composition of the latex particles is. 

The folloWing example Will serve to demonstrate this. 
With fully similar preparation [synthesis temperature=80° 

C.; pH=7.0; polymeriZation time (emulsion feed)=4 hours; 
addition of the glycidyl methacrylate reactive monomer only 
during the 4th hour of the 4-hour feed; further heating for 1 
hour at 80° C.], the dispersions compared beloW are found 
to have the folloWing oxirane-group content: 

Oxirane group 
Gross composition of polymer content of latex" 

42.5% Methyl methacrylate 
42.5% Isobutyl methacrylate 
5% Ethylene glycol dimethacrylate 71% 
10% Glycidyl methacrylate 
40% Methyl methacrylate 
40% Isobutyl methacrylate 
5% Ethylene glycol dimethacrylate 15% 
10% Glycidyl methacrylate 
5% Methacrylamide 

*)Based on glycidyl methacrylate used 

Requirements for preparation of the latex particles under 
mild conditions are: 

(1) The dispersion must be prepared in a pH range in 
Which the rate of reaction of Water With the reactive 
groups is minimal (as a rule, this Will be a pH of about 
7); 

(2) preparation must take place at as loW a temperature as 
possible; 

(3) the polymeriZation time must be as short as possible; 
and 

(4) strong nucleophiles must not be present in the latex 
particles. 

Concerning (1): Synthesis of the latex particles in the 
neutral pH range is accomplished most readily by buffering 
the system (With a phosphate buffer, for example). In some 
cases, buffering by the addition of a salt may be dispensed 
With altogether, for example, When other components of the 
formulation act as buffering agents, as When alkali-metal 
salts of long-chain phosphoric acid esters are used as emul 
si?ers or When the sodium salt of 4,4‘-aZobiscyanovaleric 
acid is used. 

Concerning (2) and (3): Items (2) and (3) call for mini 
mum thermal stress of the latex particles carrying the 
reactive groups. HoWever, this is subject to the folloWing 
quali?cation: Since the content of reactive groups at the 
latex surface is of primary importance, it is perfectly pos 
sible to use said reactive groups only in the production of the 
outer envelope of the latex particles. For example, a core/ 
shell structure may be used Wherein the latex core is 
completely free of reactive monomers. In that case, the 
requirement that the latex be prepared under mild conditions 
applies only to the shell, of course. 
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Polymerization is carried out either at loW temperatures 

(for example, under 50° C.) With the use of a redox system, 
care being taken that the reactive groups are not destroyed 
by components of the redox system (as, for example, the 
oxirane groups by bisul?te), or else With thermally 
decomposing initiators or With the aid of a redox system at 
temperatures of up to 90° C. The polymeriZation time should 
not exceed 8 hours. 

Concerning (4): Since the latex contains reactive groups 
Which are to make possible the covalent binding of mol 
ecules containing =NH, —SH or —OH groups, such 
groups must be present in the latex only to a minor extent. 
This applies especially to =NH and —SH groups. The 
presence of —OH groups in the latex is less critical. 
Preparation of high-surface-area systems 
The polymer latices in accordance With the invention are 

preferably applied to suitable carriers or supports. 
Suitable supports are, in the ?rst place, inert and generally 

Water-insoluble supports, and in particular solid supports 
preferably having as large a surface area as possible. From 
a practical point of vieW, porous bodies are particularly Well 
suited for use as supports. These include also foamed 
materials and sponges, for example, as Well as ?brous 
structures, nonWoven fabrics, etc. Both organic and inor 
ganic support materials are suitable for use. 

Examples of the latter are supports comprising silica or a 
silicate and in particular ?nely divided silica, for example, in 
the form of gels or as “Aerosil”, and also supports compris 
ing alumina and/or other metal oxides and comprising clays 
such as fuller’s earth, etc., and ceramics, as Well as ?nely 
divided inorganic pigments such as titanium dioxide and 
barite; also chalk, talc, gypsum, pumice, glass, activated 
charcoal, stainless steel, etc. A honeycombed material com 
prising cordierite (Mg2Al4Si5O18), for example, also 
appears to be suitable. 

Supports of organic origin include both modi?ed natural 
products and synthetic materials of a polymeric nature. 
Suitable natural products are, in particular, ?brous protein 
structures, for example, Wool and those comprising a car 
bohydrate (cellulose, starch, and especially crosslinked 
dextranes, etc.). Materials comprising synthetic polymers, 
for example, polyamides, polyesters, PMMA, polyurethane, 
polyacrylonitrile and polyimide foams, are also suitable. 

These substances are of special interest When they are 
used in sheet form, for example, as nonWovens, Wadding or 
(unsiZed) paper, or as corresponding three-dimensional 
macroporous bodies. 
The reactive latex particles described above may be 

applied to high-surface-area materials such as paper, 
Wadding, nonWovens, etc., as Well as to inorganic support 
materials, by conventional impregnation, spraying or other 
techniques. 
TWo different bonding mechanisms are involved in such 

application: 
(1) The latex forms a ?lm at the temperature of applica 

tion 
In this case, a latex mass is used Which is smaller than 

the mass of the support material (solid/solid) so that 
the total surface area of the support material is not 
reduced. 

(2) The latex does not form a ?lm at the temperature of 
application and/or use 
In this case, the ratio of latex (solid substance) to 

support substance may range from 1:100 to 100:1, 
depending on the nature of the surface of the support 
material. 

Optionally, a solid support may be dispensed With alto 
gether in this case. This requires agglomeration of the latex 
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by spray drying, freeze drying, or precipitation (With sodium 
sulfate, for example) or by other methods such as coagula 
tion by the action of heat, by freezing, or by the effect of 
solvents, so that an internal surface of maximum area is 
preserved. 
When the individual latex particles are not bound together 

by ?lm formation, they can be bonded together or to the 
support by covalent bonds. In the case of latex particles 
containing oxirane groups, such bonding can be accom 
plished by reaction of the oxirane ring With the —OH groups 
of adjacent latex particles or With —OH groups of the 
support material, for example. If desired, such covalent 
bonding of the latex particles may be enhanced by the use of 
multifunctional nucleophiles, for example, polyamines. 
HoWever, the latex particles can also be bound to the support 
or to one another by means of secondary valence bonds or 
minor amounts of a soft, ?lm-forming substance, for 
example, latex particles of a polymer having a loWer glass 
transition temperature. These soft latex particles may also 
contain functional groups. 

In a particularly preferred embodiment, the functionally 
and/or morphologically de?ned biologically active units 
themselves are used in precipitation. Thus, a protein to be 
bound, for example an enZyme, may itself be used as a 
multifunctional crosslinking agent. This approach can be 
used especially With latex particles of very small siZe. 

The high-surface-area systems are used as catalysts (for 
example after the immobiliZation of enZymes thereon) 
according to the kind of speci?c support material (in a ?xed 
bed, for example). The dispersions, spray-dried or precipi 
tated With a salt or in the presence of enZymes, are preferably 
used in a batch or ?uidized bed. While these materials have 
high porosity and very high catalytic activity, their mechani 
cal strength is loW. In case the substrate, containing nucleo 
philic groups, Which is to be bonded is not already present 
during the agglomeration of the latex particles, the reaction 
of the substrate With the high-surface-area reactive system 
takes place under the usual conditions. [For example, bind 
ing of the enZyme trypsin to a support containing oxirane 
groups in a unimolar phosphate buffer (pH 7.5) over a period 
of 72 hours at 23° C.] Functionally and/or morphologically 
de?ned biologically active units or substances in general 
may be used as substrates. These include, for example, 
proteins generally, and in particular enZymes, blood con 
stituents and blood factors (blood-group substances and Rh 
factors), for example, albumins, immunoglobulins, blood 
clotting factors, cell-membrane proteins, peptide hormones 
and the like. They further include high-molecular-Weight 
biogenic substances, Which optionally may be impregnated 
With dyes for use in diagnostics, for example. In addition to 
being used as catalysts, these also lend themselves to use in 
af?nity chromatography and for diagnostic purposes gener 
ally. 
When so used, for example in the form of a test paper, it 

may be advantageous also physically or covalently to incor 
porate a dye, Which may be pH- or redox-sensitive for 
example. NoW, for example, When a substrate is also present, 
the other reactant, for example an enZyme, can be identi?ed 
by a color change. 

For diagnostic purposes, the reactive latex may be applied 
to paper strips or to test rods of any desired support material. 
When dry, the test strips or test rods Which have reacted 

With the reagent (for example, an enZyme substrate) and, 
optionally, also With a dye) can then be stored for any length 
of time provided that certain temperature conditions are 
maintained. 

The actual test can be made at the proper time simply by 
dipping the test strip or test rod into a medium (for example, 
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12 
urine, blood serum, etc.) containing the reactant (for 
example, an enZyme). In addition to these speci?c diagnostic 
applications, the high-surface-area system can be used gen 
erally as an indicator having biological af?nity. When it is 
used as a catalyst, for example a biocatalyst, the reactive 
latex particles may be used in tWo basically different ver 
sions. 
When used in a ?xed bed, the latex particles are generally 

applied to one of the support materials described above. The 
reaction With the catalyst can take place before or after such 
application. Because of their high speci?city and selectivity, 
enZymes here are of primary interest. HoWever, more simply 
structured and nonspeci?cally acting groups (for example, 
quaternary ammonium compounds or imidaZole and other 
heterocyclic compounds for catalysis of a hydrolysis) may 
be used. 

The reactive high-surface-area systems in accordance 
With the invention are suited for the immobiliZation of all 
classes of enZymes, for example, oxidoreductases, 
transferases, hydrolases, lyases, isomerases and ligases. 
Thus, the high-surface-area systems of the invention are 
suited for the immobiliZation of enZymes suited for thera 
peutic use and adaptable to oral administration, for example 
proteases and/or lipases and/or amylases. 

Unsupported latex aggregates in particular, Which can be 
employed in poWder form or as a slurry or in another 
coarsely dispersed form, are suitable for use in a ?uidiZed 
bed, in addition to comminuted support/catalyst combina 
tions that can also be used in a ?xed bed. Reaction With the 
enZyme substrate can take place either With the original latex 
itself or after its agglomeration. The catalysts described 
earlier in connection With ?xed-bed catalysis can be used 
here, too. 
When a chemical reaction requires that several enZymes 

intervene in the reaction process, the problem frequently 
arises that these enZymes are unable to coexist. In the case 
of covalent bonding to the claimed support materials, it is 
often possible to minimiZe or even eliminate such incom 
patibilities. Thus, using the method of the present invention, 
it is quite possible to immobiliZe tWo or more different 
enZymes. HoWever, it may also be advantageous directly to 
use enZyme combinations present in a cellular aggregate, in 
other Words, to immobiliZe Whole microorganisms. This can 
be done particularly advantageously With the claimed reac 
tive latex particles. The accessibility of such a system to the 
substrate can be readily controlled through the amount and 
particle siZe of the particles. In this Way, higher-molecular 
Weight substrates can also be reacted. 

Suited for such embedment or immobiliZation are, in 
particular: 

(1) Viruses, prokaryotes and eukaryotes and subunits 
thereof [see as Well as cellular hybrids such as are 
used in the production of monoclonal antibodies, for 
example; and 

(2) organelles, and in particular of mitochondria and 
microsomes, membrane parts, nuclei and subunits 
thereof. 

The latex particle/support combinations in accordance 
With the present invention are used in af?nity chromatogra 
phy in much the same Way as described in connection With 
their use as catalysts, except that the reactive molecules to 
be bound to the reactive latex are tailored to the particular 
end use. One possible use of the high-surface-area systems 
of the invention is as sorbents having biological af?nity. 

It is perfectly possible that overlapping may occur. For 
example, a bound enZyme Which can be used as catalyst may 
be used in the chromatographic puri?cation of an enZyme 
inhibitor. 
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Aparticularly interesting use of the supports involves the 
elimination of traces of toxic substances, as in the lavage of 
blood, in Water conditioning, etc. The reactive high-surface 
area system can be similarly used, as in the removal of 
nucleophilic impurities from aqueous media, for example, 
the removal of toxic amines, mercaptans and other pollut 
ants from aqueous media. Moreover, the high-surface-area 
systems in accordance With the invention can be reacted 
With multifunctional substances containing at least one 
nucleophilic group (for bonding to the latex particle) and at 
least one further functional group Which is capable of 
speci?c interaction With substances or functional units con 
tained in the aqueous medium. Groups having the capacity 
for such speci?c interaction may be complexing agents, for 
example, such as the reaction product of amino-diacetic acid 
With an oxirane-containing latex and the like. 

Further possible uses of the reactive high-surface-area 
system of the invention involve its use as stationary phase in 
preparative organic chemistry. Thus, a latex containing 
disul?de bridges obtained in this Way may be used as a mild 
oxidiZing agent, for example, in Which case elimination of 
the mercaptan formed can be dispensed With. 

The use of the reactive high-surface-area system in accor 
dance With the present invention as stationary phase in 
preparative peptide synthesis is of particular interest. The 
peptide may be synthesiZed on the high-surface-area system 
or the latter may take up activated reactants, for example 
amino acids having pronounced coupling capacity or cou 
pling agents such as dif?cultly soluble carbodiimides. In the 
latter case, the peptide to be synthesiZed remains dissolved 
in the aqueous phase. 

In principle, both a latex-particle/active-substance com 
bination bound to a solid support and a loosely aggregated 
latex-particle/active-substance combination (column) are 
usable in chromatography. 

The folloWing examples have been selected to illustrate 
the immobiliZation principle in accordance With the inven 
tion. 

EXAMPLE 1 

Preparation of a dispersion containing oxirane groups 
A solution of 

10 g phosphate buffer solution, pH 7.0 (“Titrisol”, 
Merck), 

0.4 g sodium salt of 4,4‘-aZobis-(4-cyanovaleric acid), 
0.3 g sodium lauryl sulfate, and 
555 g distilled Water 

is introduced into a polymeriZation vessel equipped With a 
re?ux condenser, a stirrer, and a thermostat, and, is heated to 
80° C. 

To this solution there is added dropWise over a period of 
4 hours, also at 80° C., an emulsion prepared from 

360 g methyl methacrylate, 
210 g butyl acrylate, 
30 g glycidyl methacrylate, 
2 g sodium salt of 4,4‘-aZobis-(4-cyanovaleric acid), 
3 g sodium lauryl sulfate, and 
840 g distilled Water. 
Agitation is continued for another 2 hours at 80° C. and 

the contents of the vessel are then cooled to room tempera 
ture and ?ltered. A coagulate-free dispersion is obtained. 
Solids content, about 30%; pH value, 7.3; viscosity, 2 
mPa.sec. 
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EXAMPLE 2 

Preparation of a dispersion containing oxirane groups 
A solution of 

50 g phosphate buffer solution, pH 7.0 (“Titrisol”, 
Merck), 

0.3 g sodium lauryl sulfate, 
0.3 g sodium salt of 4,4‘-aZobis-(4-cyanovaleric acid), and 
515 g distilled Water 

is introduced into a polymeriZation vessel equipped With a 
re?ux condenser, a stirrer, and a thermostat, and is heated to 
80° C. 

To this solution there is added dropWise over a period of 
4 hours, also at 80° C., an emulsion prepared from 

300 g methyl methacrylate, 
210 g butyl acrylate, 
90 g glycidyl methacrylate, 
2 g sodium salt of 4,4‘-aZobis-(4-cyanovaleric acid), 
3 g sodium lauryl sulfate, and 
840 g distilled Water. 
Stirring is continued for another 90 minutes at 80° C. the 

contents of the vessel are then cooled to room temperature 
and ?ltered. A readily ?lterable, coagulate-free dispersion is 
obtained. Solids content, about 30%; pH value, 7.1; 
viscosity, 1 mPa.sec. 

EXAMPLE 3 
Preparation of a dispersion containing oxirane groups 
A solution of 

6.5 g sodium lauryl sulfate, 
0.6 g sodium salt of 4,4‘-aZobis-(4-cyanovaleric acid), 
10.0 g phosphate buffer solution, pH 7.0 (Titrisol, Merck), 

and 
600.0 g distilled Water 

is introduced into a polymeriZation vessel equipped With a 
re?ux condenser, a stirrer, and a thermostat and is heated to 
80° C. 

To this solution there is added dropWise over a period of 
3 hours, at 80° C., an emulsion prepared from 

18 g methacrylamide, 
11 g ethylene glycol dimethacrylate, 
150 g methyl methacrylate, 
180 g glycidyl methacrylate, 
1.5 g sodium lauryl sulfate, 
2.0 g sodium salt of 4,4‘-aZobis-(4-cyanovaleric acid), and 
900 g distilled Water. 
Stirring is continued for another 30 minutes at 80° C. and 

the contents of the vessel are then cooled to room tempera 
ture and ?ltered. A readily ?lterable, coagulate-free disper 
sion is obtained. Solids content, 19.4%; pH value, 7.7; 
viscosity, 2 mPa.sec. 

EXAMPLE 4 

Preparation of a dispersion containing oxirane groups 
The same procedure is folloWed as in Example 3 except 

that an emulsion With a different monomer composition is 
metered in. 
Monomer composition 
18 g methacrylamide 
36 g ethylene glycol dimethacrylate 
125 g methyl methacrylate 
180 g glycidyl methacrylate 
Auxiliary substances, polymeriZation time and polymer 

iZation temperature are the same as in Example 3. 
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Areadily ?lterable, coagulate-free dispersion is obtained. 
Solids content, 19.7%; pH value, 7.6; viscosity, 1 

mPa.sec. 

EXAMPLE 5 

Immobilization of the enZyme ribonuclease by reaction With 
latex according to Example 4 

100 mg pancreatic ribonuclease (EC. 2.7.7.16) (Merck, 
Article No. 24570) are dissolved in 1 ml 0.05M phosphate 
buffer, pH 7.5. To this solution there is added, With stirring, 
1 ml of the dispersion of Example 4. This mixture is alloWed 
to stand for 3 days at 23° C. 

For Working up, the mixture is suspended three times in 
50 ml portions of 1M NaCl solution and then centrifuged. 
This Washing operation is repeated tWice With 50 ml 0.05M 
phosphate buffer. 

Yield: 1.1 g moist substance. 

Determination of enZyme activity Was carried out by 
alkalimetric titration at 37° C. and pH 7.5 With RNA as 
substrate. (For this and subsequent samples, 3 or 4 subse 
quent determinations [“cycles”] are carried out to discrimi 
nate betWeen bound and unbound trypsin.) 

Moist Weight Activity" 
Cycle (g) U/g moist Weight 

1 1.10 101 
2 1.75 54.8 
3 1.74 51.0 
4 1.68 55.0 
5 1.71 51.9 

*)1 U corresponds to 1 micromol/min, measured on the basis of the initial 
rate. 

EXAMPLE 6 

ImmobiliZation of the enZyme trypsin by reaction With a 
latex according to Example 4 

The same procedure is folloWed as in Example 5, except 
that 100 mg bovine trypsin (EC. 3.4.4.4) (Merck, Article 
No. 24579) is used as an enZyme. 

Determination of enZyme activity is carried out by alka 
limetric titration at 37° C. and pH 7.5 (N°‘-benZoyl-L 
arginine ethyl ester hydrochloride=BAEE as substrate) and 
pH 8.0 (casein). 

Activity (U/g)* Activity (U/g)* 
Cycle (Substrate: BAEE) (Substrate: Casein) 

1 174 42.5 
2 1 63 26.7 
3 1 61 23.3 
4 1 61 23.3 

*)Activities based on moist Weight; 1 U corresponds to 1 micromol/min, 
measured on the basis of the initial rate. 

EXAMPLES 7 TO 11 

ImmobiliZation of the enZyme trypsin by reaction With a 
latex according to Example 4 

The same procedure is folloWed as in Example 6, except 
that the enZyme/latex ratio Was varied. 
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Activity: 

Ratio of 
Initial Weight Initial Weight trypsin Activity (U/g)* 

trypsin latex solid to latex (Substrate: 
Ex. (mg) (mg) solid Casein) 

7 20 200 1:10 3.7 
8 40 200 1:5 13.8 
9 80 200 1:2.5 22.2 
6 100 200 1:2 23.3 

10 160 200 1:1.25 26.4 
11 200 200 1:1 22.3 

*)Activity measured in each case upon the third cycle. 

EXAMPLE 12 
ImmobiliZation of the enZyme penicillin amidase by reaction 
With a latex according to Example 4 

The same procedure is folloWed as in Example 5, except 
that 100 mg penicillin amidase (Escherichia coli EC. 
3.5.1.11)) is used as the enZyme. 

Determination of enZyme activity is carried out by mea 
surement at 37° C. and pH 7.8. (Substrate: Potassium 
penicillin G.) 

Activity measurement 
First cycle: 42.7 U/g initial moist Weight 
Second cycle: 42.0 U/g initial moist Weight 
Third cycle: 41.6 U/g initial moist Weight 

EXAMPLE 13 
ImmobiliZation of the enZyme ribonuclease by reaction With 
a latex according to Example 3 
The same procedure is folloWed as in Example 5, except 

that the latex of Example 3 is used to crosslink the enZyme. 
Activity measurement 
First cycle: 68.5 U/g initial moist Weight 
Second cycle: 61.8 U/g initial moist Weight 
Third cycle: 61.8 U/g initial moist Weight 
Fourth cycle: 61.0 U/g initial moist Weight 

EXAMPLE 14 
ImmobiliZation of the enZyme ribonuclease on a paper 
activated by impregnation With a dispersion containing 
oxirane groups 

100 ml of the dispersion of Example 1 are diluted With 
500 ml distilled Water. With this approximately 5% 
dispersion, a sheet of paper (Whatman Medium FloW) 
measuring about 100 cm2 is impregnated. After being 
pressed, the paper is kept at room temperature for 1 hour and 
then dried for 30 minutes at 80° C. The paper so treated 
contains 20 g of polymer solids per square meter. This 
reactive paper can be stored for at least 12 months at 
temperatures under —15° C. 
ImmobiliZation of the EnZyme Ribonuclease 

100 mg pancreatic ribonuclease (Merck, Article No. 
24570) are dissolved in 2 ml of 0.05M phosphate buffer (pH 
7.5). The resulting solution is used to impregnate the paper 
treated With the latex particles containing oxirane groups, 
the paper then being alloWed to stand for 72 hours at 23° C. 
After being pressed, the paper is Washed three times With a 
1N NaCl solution and tWice With an 0.05M phosphate buffer 
solution (pH 7.5). 

Activity measurement (third cycle): 2 U/g moist paper. 
Conditions: 37° C., pH 7.5. 

EXAMPLE 15 

The same procedure Was folloWed as in Example 14, 
except that the trypsin enZyme of Example 6 is used. 
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Activity measurement (third cycle): 2.5 U/g moist paper. 
Substrate: BAEE; pH 7.5; 37° C. 

EXAMPLE 16 

The same procedure is followed as in Example 14, except 
that a more concentrated dispersion (100 ml of the disper 
sion of Example 1, diluted With 200 ml distilled Water) is 
used to impregnate the paper. 

Drying conditions: 12 hours at 25° C. in a circulating-air 
drying cabinet. 

Polymer solids per square meter of paper: 33 g. 

The enZyme trypsin is then immobilized as described in 
Example 14 With respect to the enZyme ribonuclease. 

Activity measurement (third cycle): 4.1 U/g moist paper. 
Substrate: BAEE; pH 7.5, 370 C. 

EXAMPLE 17 

The same procedure is folloWed as in Example 16, except 
that the latex of Example 2 (diluted as in Example 16; 100 
ml dispersion in 200 ml distilled Water) is used for impreg 
nation. 

Polymer solids per square meter of paper: 27 g. Activity 
measurement (third cycle): 7 U/g moist paper. Substrate: 
BAEE; pH 7.5, 37° C. 

EXAMPLE 18 

100 ml of the dispersion of Example 1 is diluted With 200 
ml distilled Water and then used to spray absorbent cotton 
(thickness, 2 mm), Which is then dried for 12 hours at room 
temperature. 

Polymer solids per square meter of cotton: 39 g. Activity 
measurement (third cycle; ribonuclease as in Example 
5)=2.1 U/g moist cotton. 

The conditions of measurement are as described in 
Example 14. 

EXAMPLE 19 

The procedure folloWed is the same as in Example 14, the 
paper being impregnated With the dispersion of Example 1 
containing oxirane groups, folloWed by drying and reaction 
With the enZyme ribonuclease of Example 5. HoWever, the 
paper treated for 72 hours With the enZyme solution is also 
treated for 24 hours, Without further puri?cation, With an 
0.005% solution of 4‘-aminoaZobenZene-2-carboxylic acid 
in a 0.05M phosphate buffer solution, and is then Washed 
three times With a 1N NaCl solution and tWice With a 0.05M 
phosphate buffer solution (pH 7.5). 

For use as an indicator (substrate detection), the paper is 
then Washed another tWo times With a 1N NaCl solution. 

In the presence of a substrate, the paper changes color 
from yelloW to orange. 

Activity of test strip at pH 7.5 (37° C.): 1.5 U/g moist 
Weight. 

EXAMPLE 20 
ImmobiliZation of Escherichia coli by reaction With the 
latex of Example 4 

10 ml of the dispersion of Example 4 are added to 10 ml 
of a 20% cell suspension of Escherichia coli in a physi 
ological saline solution. The mixture is alloWed to stand at 
room temperature for 24 hours. 
A netWork is obtained that can readily be puri?ed by 

centrifugation. 

18 

Activities: 
Substrate: Potassium penicillin (2%)‘ 37° C. 

5 Activity 
Cycle (U/ g moist catalyst) 

10 

The activities of the immobiliZed Escherichia coli are 
quite comparable to those of nonimmobiliZed Escherichia 
coli (shoWn beloW): 

15 

Cycle Activity 

1 128.5 
2 132.5 

20 3 132.5 

EXAMPLE 21 
Preparation of a dispersion utiliZing a seed latex 

In a polymeriZation ?ask equipped With a re?ux 
condenser, stirrer, and thermometer, 1600 g of Water are kept 
at 80° C. 

After addition of 

3 g of isobutylmethacrylate, 

25 

30 

3 g of methylmethacrylate, 
0.3 g of ethylenglycoldimethacrylate, and 

0.8 g of sodium lauryl sulfate, 
4 g of ammonium persulfate dissolved in 36 g of Water are 35 

added. 
At 80° C. a mixture of 

200 g of isobutylmethacrylate, 
200 g of methyl methacrylate, and 

40 20 g of ethylenglycol dimethacrylate 
is then added dropWise Within 2 hours. 

After the addition has been completed, the mixture is 
stirred for another hour at 80° C. 
A coagulate-free dispersion of loW viscosity is obtained 

(solids content ca. 20%), Which in the folloWing Will be 
referred to as “dispersion i)”. 

In a polymeriZation ?ask equipped as described above, 
330 g of Water together With 10 ml of a phosphate buffer 
solution of pH7 (“Titrisol”) to Which 160 g of dispersion i) 
have been added are heated to 80° C. 0.4 g of the sodium salt 
of 4,4‘-aZobis-(4-cyanovaleric acid) in 4 ml of Water are 
added to this mixture. 

AfterWards an emulsion consisting of 

1000 g of Water, 

1 g of sodium lauryl sulfate, 

45 

50 

55 

2 g of sodium salt of 4,4‘-aZobis-(4-cyanovaleric acid), 
160 g of ethyl acrylate, and 
145 g of isobutyl methacrylate 

is added Within 3 hours at 80° C. Thereafter a solution of 10 
g of methacrylamide and 0.6 g of the sodium salt of 
4,4‘-aZobis-(4-cyanovaleric acid) in 300 ml of Water and a 
monomer mixture consisting of 50 g of ethyl acrylate and 45 
g of glycidyl methacrylate are added simultaneously. After 
stirring for 60 minutes at 80° C. one obtains a coagulate-free 
dispersion With a solid content of 20%. 

60 

65 
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EXAMPLE 22 
Impregnation of chromatography paper 
A sheet of chromatography paper (Whatman No. 1, 

medium ?oW) Was cut in rectangular pieces of 10x20 mm. 
Using forceps, the pieces of paper Were dipped into the 

undiluted dispersions as prepared in Example 21. Excess 
liquid is disposed of at the edge of a beaker and the pieces 
of paper are dried by pinning them on a cork board and 
leaving them there at room temperature overnight. 

Such pieces of paper (test strips) Were stored in plastic 
bottles at —15° C. in a deep freeZer. 

For the purpose of control, strips Were prepared essen 
tially as described above making use of a dispersion mod 
elled on Example 21, but not containing any epoxy groups. 

EXAMPLE 23 
Impregnation of acrylic glass 

50 ml of an undiluted dispersion prepared according to 
Example 21 are equally distributed on one side of a sample 
of PMMA glass measuring 10x20 mm (1 mm high) and are 
alloWed to dry at room temperature overnight. 

The acrylic glass samples Were stored in a deep freeZer at 
—15° C. 

Controls Were prepared in analogy to the paper strips of 
Example 22. 

EXAMPLE 24 
ImmobiliZation of Anti-Human-Globulin (from goat) on 
paper strips and acrylic glass samples 

Antihuman-IgG-Rhodamine from goat (obtained through 
Miles-Yeda Ltd, Rehovoth/Israel) containing 1.5—2.0 mg of 
antibody per milliliter Was diluted in a ratio 1:10 doWn to 
1:100 With 0.5 molar potassium phosphate buffer (pH 7.5). 

Paper strips as prepared in Example 22 or acrylic glass 
pieces as prepared in Example 23 are transferred, each 
separately into glass vials of 2.4 mm diameter. To each vial 
one ml of the IgG-solution as previously prepared is added 
and the vials are ?rmly sealed. After keeping them at 23° C. 
for 40 hours, the paper strips or the pieces of acrylic glass 
respectively are Washed ten times With 1 ml portion of 
potassium phosphate buffer (0.1 molar) at pH7.5. 

Only the strips Which had been previously treated With a 
dispersion containing oxirane groups (eg according to 
Example 21) display a red color. 

The same color effect is observed With the pieces of 
acrylic glass. The red ?uorescence displayed by the IgG 
Rhodamine ?xed to the surfaces can be measured quantita 
tively using a ?uorescence photometer as used in thin layer 
chromatography. 

In the case of the controls consisting of 

a) uncoated paper and acrylic glass, and 
b) paper and acrylic glass coated With a dispersion free of 

oxirane groups, 
no appreciable formation of red color nor measurable red 
?uorescence can be observed. 

EXAMPLE 25 
Removal of excess oxirane groups after IgG-immobiliZation 

Paper strips or pieces of acrylic glass are prepared accord 
ing to Example 24 With the only difference that anti-human 
IgG did not contain any rhodamine. They Were kept under 
one milliliter of one of the folloWing solutions at 23° C. for 
72 hours: 

a) 10% glycine in 0.5 molar potassium phosphate buffer 
(pH 8.0), 

b) 5% human albumin in 0.5 molar potassium phosphate 
buffer (pH 8.0), or 

10 
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35 

40 
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50 
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c) 1% ethanolamine in Water. 
The samples are Washed afterWards ten times With 1 ml of 

Water each. 
Thereafter the paper strips as Well as the acrylic glass 

pieces Were treated With Rhodamine-anti-human-IgG as 
described in Example 24. 

Result: No appreciable formation of red color nor mea 
surable red ?uorescence could be observed. 

EXAMPLE 26 

Examples 21, 22, 23, 24 and 25 may be carried out With 
essentially the same results With a modi?ed type of disper 
sion. Thus in Example 21, in the last step of polymeriZation 
the monomers are replaced as folloWs: 

25 g of hydroxy ethyl methacrylate instead of 10 g of 
methacrylamide, 

70 g of ethylacrylate instead of 50 g of ethyl acrylate, 
5 g of methacrolein instead of 45 g of glycidyl methacry 

late. 
With such a dispersion immobiliZation of IgG requires 

shorter reaction times (approximately 1 hour). 

EXAMPLE 27 

Example 26 may be conveniently modi?ed by exchanging 
5 g of methacrolein for 5 g of the methacrylic ester of 
N-hydroxysuccinimide. 
The resulting dispersions may be employed as the ones in 

Examples 21 through 25. 
What is claimed is: 
1. A system of high surface area, adaptable to the immo 

biliZation thereon of a substance having a nucleophilic 
group, comprising discrete particles of a polymer latex 
bonded to a porous support of high surface area, said 
particles having thereon oxirane groups reactive With the 
nucleophilic group of the substance to be immobilized. 

2. A system as in claim 1 Wherein said latex particles are 
bonded to said support by applying said latex to said support 
and drying said latex. 

3. A system as in claim 1 Wherein said latex particles 
bonded to said support are particles of a non-?lm-forming 
polymer. 

4. A system as in claim 1 Wherein said polymer comprises 
at least one member selected from the group consisting of 
compounds of acrylic acid, compounds of methacrylic acid, 
styrene, and vinyl acetate. 

5. Asystem as in claim 1 Wherein said oxirane groups Will 
react With a substance containing a nucleophilic bond in 
aqueous solution in the pH range from 5 to 10 With forma 
tion of a covalent bond. 

6. A system as in claim 1 Wherein said support comprises 
an organic material. 

7. Asystem as in claim 6 Wherein said organic material is 
selected from the group consisting of vinyl polymers, 
carbohydrates, proteins, polyamino acids, polyamides, and 
polyesters. 

8. A system as in claim 1 Wherein said support is a 
nonWoven fabric. 

9. Asystem as in claim 1 Wherein said support is Wadding. 
10. Asystem as in claim 1 Wherein said support is a foam. 
11. Asystem as in claim 1 Wherein said support comprises 

an inorganic material. 
12. Asystem as in claim 11 Wherein said inorganic support 

material is a nonWoven fabric. 

13. Asystem as in claim 11 Wherein said inorganic support 
material is a porous body. 

14. Asystem as in claim 11 Wherein said inorganic support 
Material is selected from the group consisting of silica, 
silicates, metal oxides, clays, sand, ceramics, coal, or stain 
less steel. 
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15. A system as in claim 1 Which further comprises a 
pH-sensitive dye or a redoX-sensitive dye. 

16. A system as in claim 1 having a catalyst immobilized 
thereon. 

17. A system as in claim 1 having a biocatalyst With 
enzymatic activity immobilized thereon. 

18. A system as in claim 1 having an enzyme having 
therapeutic utility immobilized thereon. 

19. A system as in claim 18 Wherein said immobilized 
enzyme is a member selected from the group consisting of 
proteases, lipases, and amylases. 

20. A method comprising using a system as in claim 1 as 
a sorbent having biological affinity to sorb ad separate a 
biological substance. 

21. A method for removing pollutants containing nucleo 
philic groups from an aqueous medium by contacting said 
aqueous medium With a system as in claim 1. 

22. A method of organic synthesis Wherein a system as in 
claim 1 is used as a stationary phase. 

23. A method as in claim 22 Wherein said synthesis is a 
peptide synthesis. 

24. A method of treating a patient requiring therapeutic 
treatment Which comprises orally administering to said 
patient a system as in claim 18. 

25. A method of immobilizing a substance having a 
nucleophilic group on a system of high surface area, which 

10 
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25 
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method comprises reacting a nucleophilic group of said 
substance With an oXirane group present on discrete particles 
of a polymer lateX bonded to a support. 

26. Amethod as in claim 25 Wherein said substance Which 
is immobilized is a member of the group consisting of 
functionally de?ned and morphologically de?ned biologi 
cally active materials. 

27. Amethod as in claim 25 Wherein said substance Which 
is immobilized is a protein. 

28. Amethod as in claim 25 Wherein said substance Which 
is immobilized is an enzyme. 

29. Amethod as in claim 25 Wherein said substance Which 
is immobilized is a blood protein or blood factor. 

30. Amethod as in claim 25 Wherein said substance Which 
is immobilized is selected from the group consisting of 
albumin, immunoglobulins, blood-clotting factors, cell 
membrane proteins, and peptide hormones. 

31. Amethod as in claim 25 Wherein said substance Which 
is immobilized is a biogenic substrate of high molecular 
Weight. 

32. A method as in claim 31 Wherein said biogenic 
substrate of high molecular Weight is covalently bonded 
With a dye. 
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